Elastin expression in cultured vascular smooth muscle cell (VSMC) was found to be enhanced 
Introduction
Expression of elastin in a serum-deprived quiescent and serum-induced proliferating cells
Cells were considered to become quiescent (GO) by 48h of serum deprivation, based on the cessation of DNA synthesis and a reduction in c-myc mRNA ex pression20 (Fig 1) . Upon readdition of serum, cells left the GO phase, and DNA synthesis and c-myc mRNA level were stimulated within 24 h up to the level of the proliferating state (Fig 1) . Under these conditions, the elastin mRNA level was increased 3.5-fold by 48 and 72h of serum deprivation and declined to the level of the proliferative state by 24h of serum addition (Fig 1) .
Expression of elastin in the suspension-arrested cells or during cell cycle
Studies with the growth control systems using a serum deprivation/readdition method in confluent culture can not properly address the question regarding the relation ship present between cell growth and elastin expression since growth factors derived from serum including EGF have been known to control elastin expression .3 To address this question adequately, smooth muscle cells, anchorage-dependent cells, were made quiescent using a suspension culture system. Suspension of smooth muscle cells in methylcellulose culture for 72h caused the majority of cells to enter the GO phase based on the cessation of DNA synthesis and a reduction in c-myc mRNA ex pression. Under this condition, the elastin mRNA level was markedly enhanced by 72 h, suggesting that elastin was maximally expressed at a GO state. This was con firmed by the results obtained from cell synchronization experiments. The cells started to divide at the 10h time point after hydroxyurea treatment and the number of cells increased 2-fold over the basal level at the 11h time point (Fig 2) . Incorporation of thymidine was sharply elevated at the 3h time point and rapidly declined to basal level at the 6h time point, indicating that the cells were synthronized at the G1/S-interphase at zero-time and were in the S and M phases at the 3 and 10-11h time points respectively (Fig 2) . The elastin mRNA level as measured by Northern blot hybridization was found to be unaltered during the G1/S phases and to have declined at the G2/M phase (Fig 2a) . The elastin mRNA level of the cells which were brought to the GO phase by the treatment of density-arrested cells with serum deprivation for 72h (lane D) or by the suspension culture in 10% methylcellulose for 72h (lane S) was simultaneously determined in the same filters. The elastin mRNA level in the GO phase appeared to be maximally expressed compared with that in the G1-S-G2-M phases. The col- Elastin has unique repeating sequence in the hydro phobic region; tetrapeptide VPGX (X=G or A), penta peptide VPGVG, hexapeptide XPGVGV (X=A or V), and nonapeptide VPGXGVGAG (X=L or F). Penta peptide VPGVG is the only repeating sequence present in the elastin molecules of all animal species analyzed including human, bovine, porcine and chicken. 23-27 VGVAPG is a hexapeptide repeated multiple times in the human, bovine and procine elastin molecules but not present in chicken elastin molecule. 23-27 This sequence is active as a chemoattractant for monocytes,28 elastin producing fibroblasts29 and tumor cells, 30 and modulates PKC activity in lung carcinoma cells.31 In this studies, we synthesized a pentapeptide VPGVG which is present in chicken elastin molecule and repeats multiple times. The elastin peptides, VPGVG monomer and polymer (Fig 3c and e) enhanced VSMC proliferation (1.5-fold) to the same extent as TPA (1.6-fold) (Fig 3a) . The peptides, monomer and polymer of VAPGVG, showed no significant effect on cell proliferation (Fig 3d and f) . Treatment of the cells with (VGV)2 resulted in a slight increase in cell proliferation but to lesser extent than VPGVG monomer or polymer (Fig 3b) . Since both VPGVG monomer and polymer showed an enhanced effect on cell proliferation to the same extent, further experiments were performed using VPGVG monomer alone and VAPGVG as a control. Elastin synthesis was inhibited by the treatment with VPGVG dose dependently. Relative elastin synthesis measured by autoradiograms demonstrated that maximum inhibition of one third of control was achieved at the concentration of 10-5M during 48h treatment (Fig 4) . In contrast, VAPGVG exhibited no significant effect on elastin synthesis (not shown). 
